Abstract Proteomic study on membrane-integrated proteins in endoplasmic reticulum (ER) fractions was performed. In this study, we examined the effects of heat stress on Jurkat cells. The ER fractions were highly purified by differential centrifugation with sodium carbonate washing and acetone methanol precipitations. The ER membrane proteins were separated by one dimensional electrophoresis (1-DE), and some of the protein bands changed their abundance by heat stress, 12 of the 14 bands containing 40 and 60 ribosomal proteins whose expression level were decreased, on the contrary, 2 of the 14 bands containing ubiquitin and eukaryotic translation initiation factor 3 were increased.
Introduction
The endoplasmic reticulum (ER) is the central organelle where secretory and membrane proteins are synthesized. A number of cellular stress conditions lead to the accumulation of unfolded or misfolded proteins in the ER lumen, thereby representing a fundamental threat to cell viability. Failure to maintain proteostasis, underlies the pathology of many diseases including diabetes and cancer (Balch et al. 2008) . The folding of secretory proteins is especially vulnerable to such failure, since cells must balance the activity of ribosomes in the cytoplasm with the efficiency of protein folding within the lumen of the ER (Ron and Walter 2007) .
Most alive cells have an essential highly conserved, and exquisitely regulated cellular response to sudden heat exposure. The effects of heat stress on cellular function have been reported that (Park et al. 2005) reported on the effects of heat stress on cellular functions causing severe cellular injury, including impairment of DNA synthesis, transcription, mRNA processing especially splicing, translation, protein denaturation and aggregation, as well as cell death at high temperatures within a short time. Immediately after exposure to high temperature stress-related proteins are expressed as stress defense strategy of the cell. Expression of heat shock proteins (HSPs), is supposed to be involved in signal transduction transcriptional regulation and cell cycle control during heat stress (Sarkars et al. 2013 ). Heat-stress has a major impact on immune responses by modulating survival, proliferation, and endurance of lymphocytes. Lymphocyte persistence in turn is determined by the equilibrium between death and survival-promoting factors that regulate death receptor signaling in these cells (Kelly et al. 2007 ).
There are two branches of ER quality control, one is ER-associated degradation (ERAD) pathway, the ERAD is important for eviction of misfolded proteins from the ER to the cytoplasm and clearance by the ubiquitin/proteasome pathway. The other is unfolded protein response (UPR), which allows the cells to adapt to ER stress, plays a major role in maintaining ER function when the protein production exceeds the folding capacity of the ER. The a-subunit of eukaryotic initiation factor 2 (eIF2a) is part of the multimeric eIF2 complex that is involved in the initiation of capdependent protein translation (Wek et al. 2006) . Phosphorylation of eIF2a is induced by various forms of cell stress, resulting in changes to the proteome of the cell with two diametrically opposed consequences, adaptation to stress or initiation of programmed cell death. An important mechanism for targeted degradation of regulatory proteins involves covalent linkage of ubiquitin. Protein ubiquitination is a reversible posttranslational modification in which the ubiquitin peptide is covalently linked to lysine residues in target proteins (Hershko and Ciechanover 1998) . A major function of ubiquitination is to target misfolded proteins for degradation via the proteasome.
Proteomics is the approach of choice to find novel gene products, expression data, and to validate genome annotations. In the case of organellar proteomics, the use of cell fractions reduces the complexity of the samples, and proteins present in smaller amounts and specific to the organelles are revealed. The proteome of organelles comprise a focused set of proteins that fulfills discrete but varied cellular functions (Taylor et al. 2003) . In this way, fractionation techniques make it possible to discover potentially important gene products that are expressed at low levels, or are masked by highly expressed gene products (Ferella et al. 2008) . However, very few detailed proteomic studies have been carried out on ER isolated from human Jurkat T leukemia cells. We previously reported that a cytosolic phosphoprotein of stathmin, which mediates extracellular signals in Jurkat cells, is phosphorylated by cdk1 during heat stress (Nakamura et al. 2006) , and we reported the nuclear protein profiling of Jurkat cells by heat stress (Yuan et al. 2007) .
In this study, we used Jurkat cells to examine the effect of heat stress on ER protein expression and signaling transduction. We evaluated a technology of 1-DE combined with liquid chromatography tandem mass spectrometry (LC/MS-MS) and a specimen of ER fraction which was isolated from Jurkat cells. We found that heat treatment led to a significant reduction in protein expression and activated UPR, concomitant with protein hyperubiqutination.
Materials and methods
Reagents N,N,N 0 ,N 0 -tetramethylethylenediamine (TEMED), Coomassie brilliant blue R-250 (CBB R-250) were purchased from Nacalai Tesque (Kyoto, Japan). Dithiothreitol (DTT) and ammonium bicarbonate were purchased from Sigma (St. Louis, MO, USA).
SuperSep
TM PAGE 12.5 % gels were purchased from Wako (Osaka, Japan). Anti-RPL19 monoclonal antibody and PDI monoclonal antibody was from Abnova (Taipei, Taiwan), eIF2a monoclonal antibody, p-eIF2a monoclonal antibody,PERK monoclonal antibody and p-PERK monoclonal antibody were from Abcam (CA,UAS).
Cell culture and heat stress Jurkat cells were bought from Takara Clontech (Otsu, Shiga, Japan). Jurkat cells were grown in a culture medium, Medium A [RPMI-1640 (Nissui, Tokyo, Japan) containing 0.005 % gentamycin, 2 mM L-glutamine and 10 % fetal bovine serum (Bio-West, Loire Valley, France) (Fujimoto et al. 1998) ]. The cells (2 9 10 8 ) were collected by centrifugation at 5009g for 5 min. The pellet was washed and suspended in medium B (10 mM HEPES, RPMI-1640 containing 0.005 % gentamycin, 2 mM L-glutamine). The cells were separated into two dishes (2 9 10 6 mL) and incubated in medium B at 37°C for 1 h, and heat stress was applied by incubating one dish of cells in a water bath at 45°C for 30 min. Another dish of cells was incubated at 37°C for 30 min as the control.
Preparation of ER fraction
The ER fraction of Jurkat cells was prepared as described by Peng et al. (2008) with some modifications (Chung et al. 2008) . Briefly, after heat stress, cells (1 9 10 8 ) were harvested, and washed three times with ice-cold PBS, then pelleted at 10009g, at 4°C. The supernatant was discarded, and the cell pellet was resuspended in 5 mL of homogenization medium (0.25 M sucrose, 5 mM Tris-HCl pH 7.4, 0.5 mM Phenylmethanesulfonyl fluoride(PMSF)(Sigma), 10 lg/mL aprotinin (Sigma) and 10 lg/mL leupeptin)(Sigma). First, the suspension was incubated on ice for 5 min and homogenized in a PotterElvehiem homogenizer, second, the homogenate was centrifuged at 15,000g for 15 min at 4°C, supernatants were decanted and again centrifuged at the same condition. Then the supernatant was centrifuged at 132,000g for 60 min at 4°C in S52ST-0155 swing rotor, and the supernatant was discarded. The pellet was resuspended in 1 mL 0.1 M sodium carbonate containing 0.5 mM PMSF, 10 lg/mL aprotinin and 10 lg/mL leupeptin, stored on ice for 60 min to remove peripherally associated membrane proteins, and centrifuged at 132,000g for 60 min using S52ST-0155 swing rotor. The supernatant was discarded, the pellet (ER) was resuspended with 150 lL of Milli-Q water, aliquoted and stored at -80°C until use.
Delipidation and protein precipitation by acetone:methanol (8:1) Pretreatment of microsomes for SDS-PAGE as described by Rebecca and Michael (1999) , simply, 700 lL of ice-cold acetone:methanol (8:1 v/v) mixture was added to 50 lL of ER fraction and incubated at 4°C for 90 min. The precipitate was pelleted by centrifugation (2800g for 15 min at 4°C), washed sequentially with 50 lL of acetone followed by methanol, and then air-dried. The air-dried ER fraction was resolved in SDS sample buffer (0.0625 M TrisHCl PH 6.8, 10 % glycerol, 2.3 % SDS, 5 % 2-mercaptoethanol, 0.0025 % CBB R-250, except 2-mercaptoethanol and CBB R-250. The protein concentration of the ER fraction was determined by Lowry's method.
SDS-PAGE
For SDS-PAGE, 20 lg ER fraction protein of each sample were mixed with 2-mercaptoethanol (final concentration 5 %) and CBB R-250 (final concentration 0.0025 %), and applied to a 12.5 % SuperSep TM PAGE gel (Wako, Osaka, Japan) with molecular weight marker. The electrophoresis was carried out at a constant current of 15 mA. The gel was fixed and stained with 30 % methanol and 10 % acetic acid containing 0.05 % CBB R-250, followed by destaining with 30 % methanol and 10 % acetic acid, and destaining with 7 % acetic acid.
Protein bands intensity level analysis
The positions of the protein bands on the gel were recorded using ProExpress 2-D Proteomic Imaging System (Perkin-Elmer,Waltham, MA, USA). Expression levels of the proteins were quantified by analyzing the intensity of each band with Progenesis PG240 software (Perkin-Elmer). We picked up the protein bands whose expression level significantly increased or decreased by more than 1.5-fold (p \ 0.05) compared with that of control cell in all experiments. The intensity of each band was statistically analyzed by the Student's t test. We performed SDS-PAGE for image analysis at five times.
In-gel trypsin digestion
The protein bands of interest were cut out from the gels with sterile single-use scalpels. The gel pieces were washed once with Milli-Q water (100 lL), and CBB R-250 dye was removed by three rinses in 60 % methanol, 50 mM ammonium bicarbonate, and 5 mM DTT for 15 min and twice in 50 % ACN, 50 mM ammonium bicarbonate and 5 mM DTT for 10 min. The gel pieces were dehydrated twice in 100 % ACN for 30 min, and then reswollen with an in-gel digestion reagent containing 10 mg/mL sequencing grade trypsin (Promega, Madison, WI, USA) overnight at 30°C. The tryptic peptides were extracted from the gel pieces and lyophilized in a lyophilization machine for 18 h. Then they were eluted with 0.1 % formic acid into a microfuge tube for LC-MS/MS analysis.
Amino acid sequencing by LC-MS/MS
The lyophilized peptide was dissolved in a solution of 0.1 % formic acid and then centrifuged at 15,000 g for 5 min, after which 20 lL of the supernatant was fixed in 100 lL of polypropylene for the LC-MS/MS analysis. LC-MS/MS is liquid chromatography tandem mass spectrometry. Samples were analyzed by using an Agilent 1100 LC/MSD Trap XCT system (Agilent Technologies. Inc. Palo Alto, CA, USA). The 1100 LC/MSD Trap XCT has a standard resolution of \0.6 m/z (FWHM) at a scan rate of 26,000 m/z per second. In the high-resolution mode (\0.4 compared to\0.45 on the earlier model), the scan speed is 8,100. The Agilent 1100 capillary pump was operated under the following conditions: Solvent A: 0.1 % formic acid; Solvent B: CH3CN in 0.1 % formic acid. Column flow: 0.3 mL/min, primary flow: 300 lL/ min. Gradient: 5 min 2 % B, 60 min 60 % B. Stop time: 60 min. Results were analyzed with a Spectrum Mill MS Proteomics Workbench, which matched observed peptide masses and product ion masses with the theoretical values for all proteins in the SWIS-SPROT data-base. UniProtKB/Swiss-Prot is a manually annotated, non-redundant protein sequence database. It combines information extracted from scientific literature and biocurator-evaluated computational analysis. The aim of UniProtKB/Swiss-Prot is to provide all known relevant information about a particular protein. Annotation is regularly reviewed to keep up with current scientific findings. The manual annotation of an entry involves detailed analysis of the protein sequence and of the scientific literature. The criteria for positive identification of proteins were set as follows: filter by protein score [8, percentage scored peak intensity.
Western blotting ER fraction (20 lg of total proteins) were subjected to SDS-PAGE, transferred onto polyvinylidene difluoride (PVDF) membranes (Nomura et al. 1993 ) at 90 mA for 78 min using blotting buffer (40 mM glycine, 48 mM Tris Base, 20 % methanol, 1.3 mM SDS), blocked with 5 % milk containing TBS buffer (20 mM Tris-HCl, pH 7.5, 150 mM NaCl) and then incubated with primary antibodies specific for or RPL19 (mouse monoclonal, 1:500 dilution in 5 % milk/TBS), p-eIF2a (rabbit monoclonal, 1:500 dilution in 5 % milk/TBS), p-PERK (rabbit polyclonal, 1:200 dilution in 5 % milk/TBS), PERK (rabbit polyclonal, 1:500 dilution in 5 % milk/TBS), ubiquitin (mouse monoclonal, 1:250 dilution in 5 % milk/TBS), and followed by reactions with horseradish peroxidaselinked secondary antibodies (West Grove, PA, USA) for 1 h, and developed with the ECL-kit (GE Healthcare, Little Chalfont, Buckinghamshire, UK) or ECL plus Western Blotting Detection System (GE healthcare) or ImmunoStar Long Detection (Wako, Japan).
RT-PCR
The PERK primers were forward, 5 0 -ATCCCCC-CATGGAACGACCTG-3 0 and reverse, 5 0 -ACCCGC CAGGGACAAAAATG-3 0 ; the eIF2a primers were forward, 5 0 -GAGTGTGTGGTTGTCATTAGGGTG G-3 0 and reverse, 5 0 -GACAGCCTGTGGGGGTCAA GCGCC-3 0 ; the RPL19 primers were forward, 5 0 -GAGGCTCGCCTCTAGTGTCCTCCGC-3 0 and reverse, 5 0 -GAGCAGCCGGCGCAAAATCCTCAT T-3 0 . The b-actin primers used for loading control were forward, 5 0 -CGACAGGATGCAGAAGGAG-3 0 and reverse, 5 0 -ACATCTGCTGGAAGGTGGA-3 0 . PCR was performed in 50 ll of PCR buffer containing 1.5 mM MgCl2, 80 mM dNTP, 0.4 mM of each primer and 1.25 U of TaqDNA polymerase and 5 ll of cDNA reaction mixture. The amplification was performed using the following steps: reverse transcription at 37°C for 1 h, predenaturation at 94°C for 1 min, cycles of PCR (denaturation at 94°C for 40 s, annealing at 60°C for 1 min, and extension at 72°C for 1 min and 10 s), and extension at 72°C for 3 min. RT-PCR products were separated by electrophoresis on 2 % w/v agarose-TAE (40 mM Tris and 1 mM EDTA) gels containing ethidium bromide, visualized with UV light and photographed using an AE-6916 instant gel camera.
Statistical analysis
Protein levels were quantified by analyzing the intensity of each band with ProExpress 2-D Proteomic Imaging System. The differences in protein level between control and heat-stressed Jurkat cells were analyzed by the Student's t test. P \ 0.05 was considered to be significant.
Classification of proteins
Identified proteins were classified according to their subcellular localization and biological function using Swiss-Prot.
Results
Heat Stress-induced differences in the protein level of the ER fraction from human Jurkat cells ER fraction from Jurkat cells which were incubated at 37 and 45°C for 30 min were separated by 1-DE and visualized by CBB R-250 staining. More than 50 protein bands in 5 pairs of gels were compared by means of ProExpress 1 D Proteomic Imaging System. As shown in Fig. 1 , fourteen of which were found to have changed, among which twelve had decreased after heat stress, while the other two had increased by at least 1.5-fold.
Identification of ER proteins by LC-MS/MS
The identification of these 14 protein bands was accomplished by measuring tryptic peptide masses using the microcapillary ion trap Agilent 1100 LC-MS/MS Trap XCT system in the positive ion mode and carrying out a database search with Spectra Mill III, as summarized in Table 1 , 14 protein bands contain 36 proteins. The peak that is labeled with a lozenge was unique to RPL19 (Fig. 2a) . The primary data interpretation showed that 5 distinct peptides could match the RPL19 sequence well with coverage of 15 % (30 of 196 amino acids) (data not shown). We found protein bands that were decreased by heat stress; these proteins included 60S, 40S ribosomal proteins, THO complex subunit 4, and eukaryotic initiation factor 4A-I (see Table 1 ). While in 2 bands were increased by the heat stress, those bands were ubiquitin, eukaryotic translation initiation factor 3 subunit 10, clathrin heavy chain 1, protein diaphanous homolog 1, as well as ubiquitin, spectrin beta chain, brain 1, and talin-1 in the second band (see Table 1 ). 
Confirmation of differential expression of RPL19 by Western blotting and RT-PCR
To verify the results of the proteomic analysis, western blot analysis was conducted. As shown in Fig. 3a , heat induced a significant decrease of 60S ribosomal protein L19 (RPL19) protein expression in Jurkat cells compared to control cells which were incubated at 37°C and 45°C, respectively, for 30 min, was consistent with the results obtained by SDS-PAGE (Fig. 2, band 8) , and there was no significant change in the expression of RPL19 mRNA between control and heat-treated cells (Fig. 3b) .
Heat stress induces GRP78 expression
To elucidate the underlying mechanisms by which heat stress induces apoptosis (Nakamura et al. 2006 ), we performed a comprehensive proteomic analysis to identify molecules mediating the process. After matching with 1-DE maps, 14 protein bands were selected for further investigation by LC-MS/MS. Unfortunately, among them, GRP78 was not identified (Fig. 1) . To determine whether heat stress induces GRP78 protein expression, we investigated the expression pattern of GRP78 in Jurkat cells. Western blot analysis demonstrated marked accumulation of GRP78 in ER fraction after heat stress as compared with that in the control (Fig. 4) . +MS2 ( Heat stress preferentially induces PERK-eIF2a pathway
We investigated the activation of UPR pathways induced by heat stress. Under ER stress, ER stress sensor PERK leads to activation of eIF2a, a key step in attenuation of protein translation (Kondo et al. 2005) . However, ER stress-induced phosphorylation of eIF2a can lead to selective translation of specific mRNAs encoding functions in modulating amino acid metabolism, anti-oxidative stress response, and apoptosis (Wek et al. 2006) . To evaluate activation of the UPR pathways under heat stress, ER proteins and RNA were extracted from control and heat-stressed Jurkat cells. Western blot analysis and RT-PCR were performed. As shown in Fig. 5a , exposure to heat which was performed by a water bath at 45°C for 30 min, clearly induced PERK and eIF2a phosphorylation compared to that in the control cells. Heat stress did not induce any significant change in the PERK and eIF2a mRNA levels (Fig. 5b) . These results indicate that PERK-eIF2a level pathway is a potential target in response to heat stress.
Effects of heat stress on the level of cellular ubiquitination proteins in the ER fraction from Jurkat cells Kelly et al. (2007) reported that stimulation in ubiquitin modification was observed in CHO cells exposed to heat-stress (42°C, 30 min), and increased ubiquitin modification in lysates from heat-shocked cells is likely due to unfolding or misfolding of a subset of especially thermally cytosolic and nuclear proteins (Malzer et al. 2010) . In this study we wanted to investigate whether heat stress could enhance ubiquitination modification of the microsomal proteins in Jurkat cells or not. The total level of ubiquitinated microsomal proteins was determined by Western blotting with anti-ubiquitin antibody. As shown in Fig. 6 , heat stress enhanced ubiquitination modification of the microsomal proteins from human Jurkat cells. The increased ubiquitination modification might result from the enhancement of ubiquination and the inhibition of deubiquitination.
Discussion
In previous studies we performed nuclear protein profiling of Jurkat cells during heat stress generating some interesting data (Yuan et al. 2007; Nakamura et al. 2006 ) leading directly to the question on the effects of heat stress on ER. Thus we continued these studies using proteomic analysis of heat stressed Jurkat cells. The ER is a highly dynamic organelle that plays a central role in lipid and protein biosynthesis. The ER has multiple cellular functions in the synthesis of integral membrane proteins, proper folding and oligomerization of proteins. The glucose regulated proteins (GRPs) are traditionally regarded as ER proteins with chaperone and calcium binding properties. The GPRs are constitutively expressed at basal levels in all organs, and as stress-induced ER chaperones, they are major players in protein folding, assembly and degradation. The most abundant ER chaperone is GRP78/Bip, which is responsible for maintaining the permeability barrier of the ER during protein translocation, guiding protein folding and assembly, and targeting misfolded proteins for degradation (Zhu and Lee 2014) . Our results have demonstrated that heat stress induced up-regulation of the ER stress marker GRP78 (Fig. 4) after heat shock, indicating, the increased expression of GRP78 in Jurkat cells is that to relieve the ER stress. Heat Stress-induced different protein expression of the ER fraction from Jurkat cells, fourteen protein bands were found to have changed, among which twelve had decreased, while the other two had increased by at least 1.5-fold. This is because shutdown of translation is a common response of cells to a severe form of stress. The ER has a dynamic capacity to accommodate increases in the demand for protein folding. However, extracellular stimuli and changes in intracellular homeostasis cause protein misfolding in the ER. The ER uses its protein folding status as a signal to orchestrate downstream adaptive or apoptotic responses. The unfolded protein response (UPR) is a cellular adaptive response that evolved to restore protein-folding homeostasis by reducing protein synthesis through phosphorylation of eIF2a (Han et al. 2013 ). The UPR pathway, which is conserved from yeast to humans, is triggered by activation of three sensors that are localized in the ER membrane. Progress in the field has provided insight into the regulatory mechanisms and signalling crosstalk of the three branches of the UPR (Hetz 2012) . In response to accumulation of unfolded proteins, PERK is activated by auto-phosphorylation and phosphorylates eIF2a. This phosphorylation potently inhibits the initiation of protein translation. in fact, under extreme ER stress conditions protein synthesis can be brought to a complete halt (Goldfinger et al. 2011) . The signal transduction cascade resulting in stress-induced shutdown of translation is initiated by activation of eIF2a kinase. Phosphorylation of eIF2a leads to impairment of the initiation process of protein synthesis (Paschen 2003) . When cells are challenged with ER stress, phosphorylated eIF2a is increased which mediates both a transient decrease in global translation and the translational upregulation of selected stress-induced mRNAs (Saito et al. 2011) . Heat stress clearly induced PERK and eIF2a phosphorylation compared to that in the control cells (Fig. 5a) . Furthermore, among the decreased proteins, most of them were ribosomal proteins. Ribosomal proteins are involved in protein production. These results may indicate the suppression of protein biosynthesis in ER during heat stress.
Proteins are one of the major building blocks of cells, their production and degradation must be precisely controlled and regulated. Ubiquitination is one of the ways the cell uses to mark and label proteins for degradation. In an effort to maintain protein homeostasis, cells must not only actively control the production but also the degradation of proteins. Attachment of mono-or poly-ubiquitin to the protein of interest may trigger a diverse set of events, which could affect the location, interaction, and most importantly, the timing and extent of protein degradation inside the cell (Varshavsky 2012; Xu and Jaffrey 2011) . The post-translational modification of cellular proteins by ubiquitination is a dynamic and reversible process that is orchestrated and precisely controlled via several ubiquitinating and deubiquitinating enzymes. Ubiquitin proteasome system (UPS) function depends on the availability of free ubiquitin. Intracellular level of free ubiquitin is determined by synchronous activities of ubiquitination and deubiquitination processes (Neutzner and Neutzner 2012) . UPS determines the timing and extent of protein turnover in cells, and it is one of the most strictly controlled cellular mechanisms.
Protein maturation in the cell can be an inefficient process. For secretory cargo that matures in the ER, a quality control process selects terminally misfolded substrates for degradation by cytosolic proteasomes through the ERAD pathway. This process requires dislocation of the defective protein to the cytoplasm for ubiquitination and subsequent proteasomal degradation. The degradation of aberrant secretory cargo prevents potential blocks within the secretory pathway, creates antigens and provides a mechanism for destroying toxic substrates (Tamura et al. 2008 ). The ERAD is important for eviction of misfolded proteins from the ER to the cytoplasm and clearance by the ubiquitin/proteasome pathway. Finley et al. (1984) have proposed a direct role for ubiquitin in regulating the heat shock response. Both postulated that heat shock transcription factors are normally ubiquitinated and inactivated or rapidly degraded, and both envision that competition between heat-denatured proteins and transcription factors for ubiquitin would spare or activate heat shock transcription factors. Although once thought to be restricted to cytosolic and nuclear protein, degradation by the ubiquitin/proteasome system also plays a major role in regulating the level of proteins synthesized within the ER (Park et al. 2005) . Two protein bands containing ubiquitin and eukaryotic translation initiation factor 3 were increased (Fig. 3,  band 13 and 14) , showing that heat treated Jurkat cells may accumulate more misfolded and/or aggregated proteins, these proteins need to be degraded via the ubiquitin-proteosome pathway and permit the cells to survive at 45°C.
In conclusion, the present study showed that the heat shocked Jurkat cells underwent ER stress. We demonstrated that the UPR was triggered after heat stress and PERK, eIF2a kinases were integral to cellular stress pathways induced by heat, and may be central to the efficacy of heat that target the ubiquitin/ proteasome pathway.
